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DIGESTIF, a universal quality standard for the control of bottom-up proteomics experiments I. PRODUCT INFORMATION The DIGESTIF standard consists of a soluble recombinant protein scaffold to which a set of 11 artificial peptides (iRT peptides) with good ionization properties has been incorporated. In the protein scaffold, the amino acids flanking iRT peptide cleavage sites were selected to either favor or hinder protease cleavage. After sample processing, the retention time and relative intensity pattern of the released iRT peptides can be used to assess the quality of sample workup, the extent of digestion and the performance of the LC-MS system. Thus, DIGESTIF can be used to standardize a broad spectrum of applications, ranging from simple replicate measurements up to large-scale biomarker screenings in biomedical applications.
DIGESTIF Protein

Description
Recombinant protein, produced in E. Figure 2 . LC-SRM analysis of DIGESTIF standard. Pure DIGESTIF was submitted to in-solution trypsin digestion followed by oxidation. The digest was analyzed using a scheduled LC-SRM method targeting iRT peptides, the missedcleaved iRT peptide g and the PBP2x core peptide. The extracted ion chromatogram for the corresponding SRM transitions is presented. Figure 1 . The DIGESTIF protein was assembled using iRT peptides and a protein scaffold called PBP2x mini 40 from which N-terminal sequences (grey) have been removed. Based on di-amino acid motifs surrounding cleavage sites, iRT peptides were designed to fall into one of 3 categories: sequences in green correspond to easily released peptides, orange lettering indicates moderately released peptides, and red peptides are classed as difficult to cleave.
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